To define the analytical sensitivity of the NucliSENS EasyQ assay, we tested (in triplicate) 3 87 isolates harboring bla KPC-2 or bla KPC-3 genes. The detection limit assays were carried out by 88 preparing saline suspension of each isolate to a density equivalent to a 0.5 McFarland turbidity 89 standard. Suspensions were diluted in a series of 10-fold dilution, and aliquots of 2.5 µl of each 10-90 fold dilution were then processed by the real-time bla KPC assay. The numbers of colony-forming 91 units per suspension (CFU/ml) were evaluated by standard plating procedures. 
70°C. 97
Performace of the NucliSENS EasyQ assay with strains carrying known 98 carbapenemase genes. In preliminary testing, carried out with the 29 strains carrying known 99 carbapenemase genes, the EasyQ KPC assay correctly detected the presence of the bla KPC gene in 100 all 18 strains producing KPC carbapenemases (Table 1) . False-positive results were not observed. 101
The detection limit of the real-time bla KPC assay was 4 CFU per reaction (mean). The 102 reproducibility was excellent, with no false negatives and no false positives in the replicate test with 103 the 12 tested strains. 104 of the EasyQ KPC assay in a large series of reference and clinical isolates of KPC-producing 117 bacteria. In our series of 300 well-characterized Enterobacteriaceae, this test showed a sensitivity 118 of 100% and a specificity of 100% compared with reference molecular tests. 119
The real-time PCR assay has several advantages. First, results can be obtained within 2 120 hours (from the initiation of the procedure), which may help clinicians to provide more adequate 121 therapy during the early period of clinical illness and facilitates rapid decisions regarding isolation 122 of patients to prevent dissemination. Second, it is simple and easy to perform, and requires minimal 123 training. Third, its theoretical processing capacity (up to 48 samples in 24 hours) makes it suitable 124 for testing even large collections of isolates (as it may be required with pro-active surveillance 125 programs in outbreak situations). On the whole, compared to standard DNA sequence analysis, the 126 EasyQ KPC test should be of benefit since it appears to allow fast, accurate and cost-effective 127 detection of KPC-producing Enterobacteriaceae with considerable savings in terms of time and 128 work. 129 c Eighteen K. pneumoniae isolates were KPC producers; 14 (9 with KPC-2 and 5 with KPC-3) belonged to sequence type (ST) 258, 3 with KPC-3 to ST 512, and one with KPC-2 to ST 101, respectively. Ten KPC-negative isolates produced VIM-1 (n=9) and OXA-48 (n=1) carbapenemase, respectively. d ND, not determined. Sensitivity was not calculated when < 5 isolates were found. e E. coli with KPC-3 (n=2), CTX-M-1 (n=1), CTX-M-1/SHV-12 (n=4), CTX-M-3 (n=1), CTX-M-10 (n=2), CTX-M-15 (n=98), CTX-M-15/SHV-12 (n=12), SHV-2 (n=1), and SHV-12 (n=21). f K. pneumoniae with KPC-3 (n=91), CTX-M-15 (n=12), SHV-5 (n=4), and SHV-12 (n=22).
